The expression and purification of RDPheH from rat were modified from the method described previously (1) in that a gel filtration step (Superdex 200 10/300 GL) was added after the HisTrap FF column (5 ml, GE Healthcare Life Science, Piscataway, NJ). The expression vector for the N-terminal 24 residue deletion mutant RDPheH 25-117 was produced from the plasmid used to express RDPheH using the QuikChange Mutagenesis protocol (Agilent Technologies). The oligonucleotides used as primers were 5′ccgcgcggcagccatattgaagacaactcca-3′ and 5′-tggagttgtcttcaatatggctgccgcgcgg-3′. RDPheH was expressed in E. coli BL21 (DE3) and purified using the same protocol as for RDPheH. The purities of all protein preparations were greater than 95% based on polyacrylamide gel electrophoresis in the presence of sodium dodecyl sulfate. Protein kinase A was purified from beef heart using the protocol of Flockhart and Corbin (2). Phosphorylation of RDPheH by protein kinase A and purification of the phosphorylated protein were performed as previously described (3).

